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The sensitivity of the IFNγ assay relative to post-mortem bTB-positive animals (Se r ) was 27 studied in 60 cattle from 20 bTB-infected herds. Its absolute specificity (Sp) was studied in 28 492 cattle from 25 bTB-free herds from a bTB-free zone. Its operational specificity (relative 29 to the positive skin test) (Sp r ) was also studied in 547 skin-test positive cattle from 172 bTB-30 free herds from an infected zone. 31
Using normalized interpretations for individual (PPD or R) results, the cut-off values at 0.02 32 for PPD and 0.01 for R were obtained with a view to employing them in low prevalence areas 33 with no previously observed non-specific reactions to SITT. 34 Concerning its use after positive skin tests, cut-off values were set at 0.05 for PPD and at 0. The IFNγ assay sensitivity study in relation to post-mortem bTB confirmation (Se r ) was 158 carried out retrospectively in 73 cattle from 28 recognized bTB-infected herds (i.e. where at 159 least one animal has been found to be culture-positive for M. bovis) from a high-prevalence 160 zone in the studied region. All these cattle presented bTB-like lesions at the slaughterhouse 161 and were thus considered bTB-positive (as described by Gormley et al., 2005 To establish a set of conditions (a cut-point) to provide both the optimal test's sensitivity and 191 specificity, receiver-operator characteristic (ROC) analyses of single variables were used 192 (Ryan et al., 2000) . The results presented in Table 1a show that PPD is more specific than sensitive (cut-off at 214 Table 1b . 223
The results presented in Table 1b show that R is more specific than sensitive (cut-off at 0.04, 224 80% In the Sp r study of the IFNγ test, 31/578 animals yielded invalid results in PPD. Therefore, 251 only the remaining 547 cattle (172 herds) were subsequently kept for our study. 252
Plasma from these invalid-result animals was diluted tenfold in PBS which allowed us to 253 overcome the OD saturation problem and assign them as real negative infected animals (data 254 not shown). Table 1a . 261
The results, presented in Table 1a , show that PPD is more sensitive than specific (cut-off at 262 Table 1b . 272
The results, presented in Table However, since the IFNγ assay was mostly used after a positive SITT, we also studied the 331 operational specificity of the test (Sp r ). The results obtained show that R is more specific than 332 PPD at a selected cut-off value of 0.04 (93.1% [90.6-95.0] for R Sp r (Table 1b) sensitivity (Se r about 77%). In these population groups, the loss in specificity led to a 357 modification of the employed cut-off values and thus, a decrease in the sensitivity. This effect 358 is more noticeable for PPD than for R. 359
In retrospective studies, i.e. Ser and Spr studies, the totality of the assays could not be carried 360 out with same delay after SITT. We did not take into account this variability in performing the 361 test (3-10 days after SITT), even though the literature shows it may sometimes affect the 362 results (Schiller et al., 2010) . 363
On the whole, the values for individual sensitivity and specificity depend on the specific field 364 conditions when applying the test (the total population or just the positive SITT population). 
